[Characterization of neutralizing activity of murine monoclonal antibodies for construction of anti-human TNF chimeric antibody].
To screen high quality murine monoclonal antibodies (mAb) for construction of anti-human TNF chimeric antibody. 3 hybridoma cells D2, E6 and F6 were selected from one group of hybridoma cells secreting anti-human TNF mAbs and then ascitic fluids were prepared according to routine protocol. After salted out with saturated ammonium sulphate, the mAb (IgG2b) secreted by D2 cells was purified through protein A affinity chromatography column. The mAbs (IgG1) secreted by E6 and F6 cells were purified through QFF anion exchange chromatography column. The titers of 3 mAbs were detected by indirect ELISA before and after purification. Inhibition of TNF induced cell death of L929 cells and ICAM-1 upregulation on ECV304 cells were assayed as indexes of neutralizing activity of the mAbs. ELISA results showed that the titers of 3 mAbs D2, E6, and F6 before purification were 1x10(-6 ), 1x10(-7 ), and 1x10(-7 ), respectively, and 0.01, 0.002 and 0.002 mg/L after purification, respectively. 0.16 mg/L D2, 0.40 mg/L E6, or 0.50 mg/L F6 could protect 50% L929 cells from cell death induced by 2x10(4) U/L TNF, and the inhibition rates of ICAM-1 upregulation by 2x10(5) U/L TNF of 1.0 mg/L D2, E6 or F6 were 70.1%, 60.1%, and 60.1%, respectively. The inhibition rates still reached 60.1%,53.7% and 59.0%, respectively, when the concentrations of 3 mAbs D2, E6 and F6 decreased to 0.1 mg/L. 3 mAbs with high titers and neutralizing activities were obtained, which paves the way for construction of anti-human TNF chimeric antibody.